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 Abstract: The spectrofluorometric method based on fluorescence ability of 
aluminium – hesperidin complex for the determination of hesperidin in orange juice is 
proposed. The linearity range of hesperidin in methanolic-aqueous solution was 0.08 – 18.0 
μg/mL with LOD and LOQ values as 0.023 μg/mL and 0.070 μg/mL, respectively, and 
recovery values in the range 97.8 – 99.7 %. Method was simplified by omitting any of 
surphactant agents usually applied in similar procedures, and successfully applied for the 
determination of hesperidin in orange juices commercially available on the Serbian market.  
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Introduction 
 
Flavonoids are a huge heterogenic group of naturally occurring phenolic 
compounds, attracting both the scientific and public audience due to their 
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numerously reported bioactivity, such as anti-inflammatory, anti-oxidant, anti-
allergic, hepatoprotective, anti-thrombotic, anti-viral, cardiovascular and anti-
carcinogenic effects (Andersen and Markham 2006, Bubols et al. 2012, Kay et 
al. 2012, Procházková et al. 2011, Russo and Cesario 2012).  
Numerous studies focused on effects of Hesperidin (Fig. 1), a flavanone-
type flavonoid that consists of aglycone hesperitin and sugar rutinoside.  
 
 
Figure 1. The molecular structure of hesperidin 
 
 
Hesperidin has been reported to have antiinflammatory (Emim et al. 1994), 
antiallergenic (Lee et al. 2004), antihypertensive (Yamamoto et al. 2008), antiviral 
(Saha et al. 2009), anticoagulant (Kuntić et al. 2011) and vasodilatory properties 
(Calderone et al. 2004). Those effects of hesperidin are based on its strong 
antioxidant activity, arising through its ability to scavenge free radicals 
(Procházková et al. 2011).   
A number of references report methods for the determination of hesperidin 
alone and/or with others flavonoids by high-performance liquid chromatography 
(Gorinstein et al. 2006, Lee et al. 1995, Xia et al. 2006), adsorptive-stripping 
voltammetry (Volikakis and Efstathiou 2000), spectrophotometry (Kuntic et al. 
2012, Malešev et al. 1997), and pulse perturbation of the oscillatory reaction system 
(Pejic 2005). More sensitive methods applied for hesperidin determination in plasma 
include liquid chromatography tandem mass spectrometry (LC-MS/MS) (Li et al. 
2004, Liu et al. 2008, Tong et al. 2012).  
A spectrofluorimetrc method was proposed by Perez-Ruiz et al. for the 
determination of hesperidin based on complexation between hesperidin and 
aluminium(III)-ion in a micellar (sodium dodecylsulphate) medium (Perez-Ruiz et 
al. 1999). Our previously published work proposed a new method for the 
determination of hesperidin in human plasma and pharmaceutical forms based on the 
fluorescence properties of the aluminium-hesperidin complex in the presence of 
zwiterionic surfactant sulfobetaine - SB 12 (3-(N-hexadecyl-N,N-dimethylammonio) 
propane sulfonate) (Pavun et al. 2012). As a reference method, we used MS/MS 
determination of hesperidin in human plasma and a HPLC/UV method for its 
determination in some pharmaceutical formulations (Pavun et al. 2012). Actually, 
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many previously described methods reported the usage of surfactants as 
necessary.  
 In this contribution we present the application of a method based on the 
same principle as reported by Pavun et al. 2012, but without using the expensive 
SB 12 and simplifying the procedure. The method was applied for determination 
of hesperidin in orange juices commercially available on the Serbian market.   
 
Reagents and Materials 
 
Experimental work was similar to the procedures reported in our previous 
study (Pavun et al. 2012). Aluminium-nitrate, hesperidin (Fluka AG), methanol, 
NaOH, CH3COOH (Merck) all p.a. grade, were used. The stock solution of 
aluminium-nitrate was prepared by dissolving Al(NO3)3 in doubly distilled water 
with the addition of nitric acid, while aluminium was determination gravimetrically. 
The stock solution of hesperidin was prepared by dissolving hesperidin in methanol 
(70 wt%), and was stored in a refrigerator. 
A working solution (5.00 × 10-6 mol L-1) of the hesperidin-aluminium 
complex was prepared by dilution of the stock solutions of  aluminium (1.00 10-3 
mol L-1 Al(NO3)3) and hesperidin (1.00  10-4 mol L-1 ). 
Acetate buffers (in 70 wt% methanol), previously prepared according to 
Perrin (Perrin 1974), were used for all spectrofluorometric measurements. 
 
Instruments 
Fluorescence spectra were collected using a Fluorolog-3 
spectrofluorimeter (Jobin Yvon Horiba, Paris, France) equipped with a 450 W 
xenon lamp and a photomultiplier tube. Samples were placed in a 1-cm optical 
path length quartz cuvette for spectral recording. The slits on the excitation and 
emission beams were both set at 5 nm. The spectra were corrected for the dark 
counts. The procedure involved averaging three scans with one-second 
integration time for each measurement. The emission spectrum of the solvent (70 
wt% methanol) was subtracted. All measurements were performed at 25 oC 
controlled by a Peltier element. Measurements of pH were carried out using a 
Metler Toledo mp 120 pH meter, equipped with a combination  electrode.  
 
Sample preparation 
 To the aliquot of 2 mL of tested orange juice add 5.5 mL of acetate 
buffer pH=5.4 and centrifuge at 900 rpm for 10 min. To a 5 mL portion of the 
supernatant, add 0.25 mL of Al(NO3)3, c=10-3 M, and dilute 1 mL of the obtained 
mixture with 9 mL of acetate buffer; use for hesperidin measurement.  
 
 
Results and discussion 
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Taking into account that citrus and citrus juices are naturally abounded 
sources of hesperidin, it is necessary to develop a simple, accurate and precise 
method for its determination in such samples. We found that the method we have 
proposed has more than satisfactory sensitivity for the routine determination of 
hesperidin in citrus juices, without the need for the surfactanct.  
 
Complex formation between hesperidin and aluminium(III)-ion 
   
Hesperidin and aluminium(III)-ion upon reaction in methanolic solution 
form the complex in the pH range 3.0 – 7.0. The fluorescence spectra were 
recorded using 70% methanol as a blank and excitation and emission 
wavelenghts were λex= 390 nm and λem = 490 nm, respectively.   
 
As described in our prior study (Pavun et al. 2012), the increase of 
intensity of fluorescence of hesperidin solution (c = 5.0  10-5 mol L-1) upon 
addition of Al3+ ion enables adequate sensitivity of hesperidin determination in 
samples abounded in hesperidin such as orange juices There is the same type of 
response for Al3+ solution with the addition of varying concentrations of 
hesperidin, even in the absence of surfactant. The stoichiometry of the 
complexation was investigated by using Job method (Irving and Pierce 1959). As 
a conclusion, at pH 5.50 the most probable stoichiometry of the complex is Al : L 
= 1: 1.  (Fig. 2). 
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Fig. 2. Method of variations of equimolar solutions. Change of absorbance vs. mol 
fraction of hesperidin,  xhesp 
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The composition of the aluminium - hesperidin complex was also confirmed 
by the mole ratio method (Yoe and Jones 1944). The result confirms the aluminium–
hesperidin ratio 1:1 for the complex formed at pH 5.50. The stability constant of the 
complex at pH 5.50 was estimated from the Job plot.   
` The dependence of fluorescence intensity on pH was tested in the acetate 
buffers (in 70 wt% methanol) of different pH values, prepared according to Perrin 
(Perrin 1974). Fig. 3. represents the fluorescence intensity as function of solution 
pH.  
3,5 4,0 4,5 5,0 5,5 6,0 6,5
200000
220000
240000
260000
280000
300000
320000
340000
360000
In
te
si
ty
 (a
rb
. u
ni
ts
)
pH
 
Fig. 3: Dependence intensity of fluorescence on the pH 
 
The fluorescence intensity in this case has strong pH dependence. At low 
pH, it decreases because protons tend to displace Al3+, while at pH > 5.50 aluminium 
ions form hydroxide complexes. The pH dependence differs from that with 
surfactant (Pavun et al. 2012), with the optimum pH values shifted from 4.58 to 
5.50.  
 
The quantitative spectrofluorometric determination of hesperidin  
 
The formation of a stable aluminium-hesperidin complex in methanolic 
solution with enhanced fluorescence can be utilized for quantitative 
determination of hesperidin in orange juice in considerable amounts. Hesperidin 
is a main component among citrus flavonoids. For a long time, determination of 
hesperidin with sufficient sensitivity was reported to be possible only in the 
presence of surfactant. 
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Calibration graph in aqueous – methanolic phase 
 
Linearity 
 
 The high value of the stability constant of the aluminium - hesperidin 
complex guarantees the quantitative determination of hesperidin based on the 
fluorescence characteristics of the complex. The calibration curve method was 
used, requiring solutions containing constant concentration of Al(NO3)3 and 
different concentrations of hesperidin in acetate buffer pH 5.50 (70 wt% 
methanol as solvent) and acetate buffer pH 5.50 as blank. Linear dependence of 
the intensity of fluorescence of the complex on the concentration of hesperidin 
was obtained in the interval 0.08 – 18.0 μg mL-1. The regression equation:  
 
I = (3.13  0.05) c + (0.06  0.02) 
 
was calculated with the aid of Origin v. 7 software, where I is 
fluorescence intensity in % (λex = 390 nm, λem = 490 nm) and c is concentration in 
μg mL-1. The good linearity of the calibration curve and small scatter of 
experimental points resulted in a high coefficient of determination, r2 = 0.9969.   
 
LOD (Limit of Detection) and LOQ (Limit of Quantification)  
 
The limit of detection (LOD) (ICH Guideline Q2B 1997, Miller and 
Miller 2005) was calculated by establishing the minimum level at which 
hesperidin can be detected, according to the formula: LOD = 3.3 sb/a, where sb is 
the standard deviation in the intercept and a is the slope of the calibration line. It 
was found that LOD is 0.023 μg mL-1. 
The limit of quantification (LOQ) (ICH Guideline Q2B 1997, Miller and 
Miller 2005) was determined by using the formula: LOQ = 10 sb/a.  Hesperidin 
can be quantified at a concentration of 0.070 μg mL-1. 
 
Precision 
 
The accuracy of the method was determined for four different hesperidin 
concentrations (Table 1). The accuracy and repeatability of the method are fairly 
high, as indicated by good recovery and low values of CV.  
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Table 1: The spectrofluorimetric determination of hesperidin in aqueous - methanolic 
solutions 
 
Taken (µg mL-1) Found (µg mL-1) Recovery (%) SD CV (%) 
1.83 1.79 97.8 2.3 10-2 1.31 
3.05 2.99 98.0 1.7 10-2 0.57 
6.10 6.08 99.6 2.2 10-2 0.36 
12.21 12.18 99.8 2.8 10-2 0.23 
 
We may compare the parameters of spectroflurimetric determinations of 
hesperidin with and without surfactant SB 12 (Table 2). Obviously the surfactant 
SB 12 leads to better sensitivity and precision of determination, necessary for the 
quantification in biological fluids or pharmaceutical dosage forms. However, 
having in mind the expected quantity in orange juices, the procedure without 
very expensive SB 12 is more than satisfactory.   
 
Table 2: Surfactant SB 12 effects on analytical parameters for spectrofluorimetric 
determination of hesperidin 
 
 Method with SB 12 
(Pavun et al. 2012) Without SB 12 
Excitation 
wavelength 390 nm 390 nm 
Emission wavelength 476 nm 490 nm 
pH  4.58 5.50 
Regression equation IF = (4.06±0.01)c + 
(1.27±0.02) 
IF = (3.130.05)c + 
(0.060.02) 
Linearity range  0.06 – 24.4 μg mL-1 0.08 – 18.0 μg mL-1 
LOD 0.016 μg mL-1 0.023  μg mL-1 
LOQ 0.049 μg mL-1 0.070  μg mL-1 
Recovery 99.3 – 99.7 % 97.8-99.8 % 
CV 0.13-0.81% 0.23-1.31% 
 
 
Hesperidin content in orange juices available on Serbian market 
 
 The results of hesperidin spectrofluorimetric determination based on the 
aluminium complex for five orange juices available on the Serbian market are 
given in Table 3.  
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Tab. 3: Hesperidin content in orange juices 
 
Juice brand Hesperidine (g l-1) SD 
Life (Nectar) 0.308 0.0042 
Happy day 0.350 0.0050 
Next (100%)  0.317 0.0046 
Pago 0.573 0.0067 
Bravo 0.477 0.0042 
 
The amounts of bioactive compounds in fruit, including citrus flavonoids, 
are a mulitifactorial function, depending on geographical region, climate, soil 
properties, type of cultivar, growing season, harvest date, storage, low-dose 
irradiation, and other conditions (Albach et al. 1981, Patil et al. 2004), so besides 
other compounds, the content of hesperidine could vary in a great range.   
Further, the highest hesperidin concentrations are found to be in the peel and 
membranous parts of citrus. Thus, home-made juices contain very low 
concentrations of hesperidin. Commercial juices are rich in hesperidin because they 
usually include the peel constituents. The Code of Practice for evaluation of quality 
and authenticity of fruit and vegetable juices, published by the AIJN-European Fruit 
Juice Association, special requirements for quality of citrus based juices (oranges, 
lemon and grapefruit) defined the content of hesperidin as 250-700 mg/L.  
Orange juices tested for hesperidin amount do not have declared content of 
hesperidin, so it is not possible to give the recovery values. Nevertheless, we have 
found, according to our results, that all tested samples have appropiate content of 
hesperidin in agreement with The Code of Practice for evaluation of quality and 
authenticity of fruit and vegetable juices.  
 
Conclusion 
 
In this work, a simple spectrofluorometric determination of hesperidin in 
orange juice, after its complexation with aluminium ion, provides good accuracy 
and precision and may be used for routine analysis. We confirmed that there is no 
need for any surfactant agent. All tested orange juices fulfill the requirement 
considered for the content of hesperidin.  
 
Acknowledgements: This work was partly supported by the Ministry for Science and 
Environmental Protection of the Republic of Serbia, Projects #172016  #173017 and 
172043. 
 
 
 
 
Acta Agriculturae Serbica, Vol. XVII, 34 (2012)  101 
References 
 
A l b a c h  R.F., R e d m a n  G.H., C r u s e  R.R. (1981):  J. Agric. Food Chem., 29, 808-
811.  
B u b o l s  G.B., V i a n n a  D.D., M e d i n a -R e m ó n  A., v o n  P o s e r  G., L a m u e l a -
R a v e n t o s  R.M., E i f l e r -L i m a  V.L., G a r c i a  S.C. (2012): The Antioxidant 
Activity of Coumarins and Flavonoids. Mini Rev Med Chem. 2012 PMID: 
22876957. 
C a l d e r o n e  V., C h e r i c o n i  S., M a r t i n e l l i  C., T e s t a i  L., N a r d i  A., M o r e l l i  
I., B r e s c h i  M.C., M a r t i n o t t i  E. (2004): Vasorelaxing effects of flavonoids: 
investigation on the possible involvement of potassium channels. Naunyn 
Schmiedebergs Arch Pharmacol., 370(4): 290-298.  
E m i m  J.A., O l i v e i r a  A.B., L a p a  A.J. (1994): Pharmacological evaluation of the 
anti-inflammatory activity of a citrus bioflavonoid, hesperidin, and the 
isoflavonoids, duartin and claussequinone, in rats and mice. J Pharm 
Pharmacol., 46(2):118-122. 
G o r i n s t e i n  S., H u a n g  D., L e o n t o w i c z  H., L e o n t o w i c z  M.,Y a m a m o t o  K., 
S o l i v a -F o r t u n y  R., M a r t i n  B e l l o s o  O., M a r t i n e z  A y a l a  A.L., and 
T r a k h t e n b e r g . S (2006): Determination of naringin and hesperidin In citrus 
fruit by high-performance Liquid chromatography. The antioxidant Potential of 
citrus fruit, Acta Chromatographica, 17: 108-124. 
http://www.aijn.org/pages/cop/cop.html 
I r v i n g  H., P i e r c e  T. (1959): Observations on Job's method of continuous variations 
and its extension to two-phase systems. J. Chem. Soc., 2565 – 2574. 
K a y  C.D., H o o p e r  L., K r o o n  P.A., R i m m  E.B., C a s s i d y  A. (2012): Relative 
impact of flavonoid composition, dose and structure on vascular function: A 
systematic review of randomised controlled trials of flavonoid-rich food 
products. Mol Nutr Food Res, 56(11): 1605-1616.  
K u n t i c  V, P e j i c  N, M i c i c  S.  (2012): Direct Spectrophotometric Determination of 
Hesperidin in Pharmaceutical Preparations, Acta Chim. Slov., 59: 436–441. 
L e e  N.K., C h o i  S.H., P a r k  S.H., P a r k  E.K., K i m  D.H. . (2004): Antiallergic 
activity of hesperidin is activated by intestinal microflora. Pharmacology, 71(4): 
174-180. 
L e e  Y.C., H u a n g  C.Y., W e n  T.T., S u e n  K.C. (1995): Determination of liquiritin, 
glycyrrhizin, hesperidin, cinnamic acid, cinnamaldehyde, honokiol and 
magnolol in the traditional Chinese medicinal preparation Wuu-Ji-San by high-
performance liquid chromatography. J. Chromatogr. A, 692: 137-145.  
L i  X., X i a o  H., L i a n g  X., S h i  D., L i u  J. (2004): LC-MS/MS Determination of 
naringin, hesperidin and neohesperidin in rat serum after orally administrating 
the decoction of Bulpleurum Falcatum L. and Fractus Aurantii. J. Pharm. 
Biomed. Anal. 34: 159–166. 
L i u  Y, X u  F, Z h a n g  Z, S o n g  R, T i a n  Y.  (2008):  Simultaneous determination of 
naringenin and hesperetin in rats after oral administration of Da-Cheng-Qi 
decoction by high-performance liquid chromatography-tandem mass 
spectrometry. Biomed Chromatogr., 22(7):736-745. 
Acta Agriculturae Serbica, Vol. XVII, 34 (2012)  102 
M a l e š e v  D., R a d o v i ć  Z., K u n t i ć  V., K o s a n i ć  M. (1997): Spectrophotometric 
determination  of  hesperidin  by  Al(III)-hesperidin  complex  in  water−methanol 
solution. Anal. Lett.  30 (5) : 917-926.  
M i l l e r  J.N., M i l l e r  J.C. (2005): In Statistics and Chemometrics for Analytical 
Chemistry, 5th ed. 121. London: Pearson Education Ltd.  
P a t i l  B.S., V a n a m a l a  J., H a l l m a n  G. (2004):  Postharvest Biol. Technol., 34, 53-64.  
P a v u n  L., D i m i t r i ć  M a r k o v i ć  J., Đ u r đ e v i ć  P., J e l i k i ć -S t a n k o v  M., 
Đ i k a n o v i ć  D., Ć i r i ć  A., M a l e š e v  D. (2012): Development and validation 
of spectrofluorimetric and LC–MS/MS methods for the determination of 
hesperidin in human plasma and pharmaceutical forms. J. Serb. Chem. Soc.  doi: 
10.2298/JSC111005060P. 
P e j i ć  N., B l a g o j e v i ć  S., A n i ć  S., V u k o j e v i ć  V., K o l a r -A n i ć  Lj. (2005): 
Microquantitative determination of hesperidin by pulse perturbation of the 
oscilatory reaction system. Anal. Bioanal. Chem., 381: 775–780. 
P e r e z -R u i z  T., M a r t i n e z -L o z a n o  C., T o m a s  V., F e n o l l  J. (1999): 
Spectrofluorometric determination of hesperidin by manual and flow-injection 
methods. J. Fresenius J Anal. Chem., 364:279–283. 
P e r r i n  D.D., D e m p s e y  B. (1974): Buffers for pH and Metal Ion Control. 77-94. 
London: Chapman and Hall. 
P r o c h á z k o v á  D., B o u š o v á  I., W i l h e l m o v á   N.(2011): Antioxidant and 
prooxidant properties of flavonoids Fitoterapia, 82:513–523. 
R u s s o  P., C e s a r i o  A. (2012): Flavonoids in cancer therapy. Curr Med Chem, PMID: 
22998568. 
S a h a  R.K., T a k a h a s h i  T., S u z u k i  T. (2009): Glucosyl hesperidin prevents 
influenza a virus replication in vitro by inhibition of viral sialidase. Biol Pharm 
Bull., 32(7): 1188-1192. 
T o n g  L., Z h o u  D., Gao J., Z h u  Y., S u n  H., B i  K. (2012)  Simultaneous 
determination of naringin, hesperidin, neohesperidin, naringenin and hesperetin 
of Fractus aurantii extract in rat plasma by liquid chromatography tandem mass 
spectrometry. J Pharm Biomed Anal., 58:58-64. 
V o l i k a k i s  G.J., E f s t a t h i o u  C.E. (2000): Determination of rutin and other 
flavonoids by flow-injection/adsorptive stripping voltammetry using nujol-
graphite and diphenylether-graphite paste electrodes. Talanta, 51:775–785. 
Xia J., Kotani A., Hakamata H., Kusu F. (2006): Determination of hesperidin in 
Pericarpium Citri Reticulatae by semi-micro HPLC with electrochemical 
detection. J. Pharm. Biomed. Anal., 41: 1401–1405. 
Y a m a m o t o  M., S u z u k i  A., J o k u r a  H., Y a m a m o t o  N., H a s e  T. (2008): 
Glucosyl hesperidin prevents endothelial dysfunction and oxidative stress in 
spontaneously hypertensive rats. Nutrition, 24(5): 470-476.  
Y o e  J., J o n e s  A.: (1944): Colorimetric Determination of iron with disodium-1,2-
dihydroxybenzene -3,5-disulfonate. Ind. Eng. Chem. Anal. Ed., 16: 111-115. 
 
 
 
 
Acta Agriculturae Serbica, Vol. XVII, 34 (2012)  103 
 
FLUOROMETRIJSKO ODREĐIVANJE HESPERIDINA U 
SOKOVIMA OD POMORANDŽE PRISUTNIM NA TRŽIŠTU 
SRBIJE 
 
-originalni naučni rad- 
 
Leposava Pavun, Milena Jelikić Stankov, Dušan Malešev, Snežana 
Uskoković-Marković 
Farmaceutski fakultet – Beograd, Srbija 
 
Jasmina Dimitrić Marković 
Fakultet za fizičku hemiju – Beograd, Srbija 
 
Predrag Đurđević 
Prirodno-matematički fakultet – Kragujevac, Srbija 
 
Daniela Đikanović 
Centar za multidisciplinarne studije – Beograd, Srbija 
 
 
Rezime 
 
U radu je predložena spektrofluorimetrijska metoda za određivanje 
sadržaja hesperidina u sokovima od pomorandže zasnovana na sposobnosti 
fluorescencije kompleksa aluminijum – hesperidin. Utvrđena je oblast linearnosti 
za određivanje hesperidina u metanolno-vodenim rastvora od 0.08 do 18.0 
μg/mL, pri čemu je LOD= 0.023 μg/mL i LOQ= 0.070 μg/mL, a recovery vre-
dnost  97.8 – 99.7 %. Metoda je pojednostavljena izostavljanjem često korišćenih 
površinski aktivnih materija koje se koriste u sličnim procedurama i uspešno je 
primenjena za određivanje sadržaja hesperidina u sokovima od pomorandže 
prisutnim na tržištu Srbije.  
Ključne reči: hesperidin, sok od pomoraandže, spektrofluorometrija. 
 
 
